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Methods
Protein expression and purification. A peTM11 plasmid encoding hexahistidine-tagged wild type TTR, provided by Dr Trevor Forsyth, Institut Laue Langevin, Grenoble, France, was transformed into BL21 Star (DE3) cells (ThermoFisherScientific) and plated onto LB-agar plates containing 30 µg/ml kanamicin. A single selected colony was then incubated overnight at 37°C with shaking in LB medium containing 30 μg/ml kanamicin . The culture was adapted to grow in a deuterated background by stepwise addition of Ross medium prepared in 2 H2O
supplemented with 15 N ammonium sulphate and with 13 C glucose for 7 steps. The final overnight culture was inoculated into 500 ml of medium, which was then incubated at 37°C. When the A600 of the culture reached 0.5, the temperature was reduced to 30°C and protein expression was induced by addition of IPTG at a final concentration 1 mM when the A600 reached 0.6. After ~16-18 h, cells were harvested by centrifugation and lysed on ice by sonication. The supernatant after centrifugation at 30 min at 11,300 g was loaded onto a HisTrap FF For all procedures, the running buffer was used at a flow rate of 30 µl/ml. The immobilised TTR surface was exposed to tafamidis at a range of concentrations (0.5 -0.01 µM) to monitor the association (3 min injection at 30 µl/min) and then running buffer alone to monitor the dissociation phase. Between injections sufficient time was given for the signal to return to pre-injection background. Sensograms were corrected for bulk refractive index effects and analysed external to the Biacore software to enable the analysis of the association and dissociation phases independently. Temperature coefficients values smaller (in bold-italics) or higher than -4.5 ppb/K indicate the absence or presence, respectively, of a hydrogen bond involving the amide hydrogen of the residue. Overlay of 2D TROSY spectra of wt TTR in the absence (black cross peaks) and in the presence (red cross peaks) of 1% v/v DMSO. The spectra were acquired at 310K. The video shows the CSP variations in a green-light blue-blue gradient colour according to the scale shown in Fig. 2 , on the structure of the 1:1 TTR complex with mds84 (PDB: 3IPE).
Movie M2. Structural effects of bound tafamidis at a 1:1 molar ratio to TTR.
The video shows the CSP variations in a yellow-light blue-blue and green-light blue-blue gradient colour according to the scale shown in Fig. 3 , on the structure of the 1:1 TTR complex with tafamidis (PDB: 3TCT). The yellow and green chains are those not bound and bound to tafamidis, respectively.
Movie M3. Structural effects of bound tafamidis at a 2:1 molar ratio to TTR.
The video shows the CSP variations in a green-light blue-blue gradient colour according to the scale shown in Fig. 3 , on the structure of the 2:1 TTR complex with tafamidis (PDB: 3TCT).
